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TITLE 

STABILIZATION OF PARTICLE REAGENTS 

FIELD OF THE INVENTION 
5 This invention relates to particle reagents for use in 

turbidimetric immunoassays . More particularly, this invention 
relates to particle reagents containing functionalized polymer 
particles that are resistant to premature or spontaneous 
aggregation during preparation and storage. Molecular surface 
10 modifiers are used in the preparation of the functionalized 
polymer particles. 

BACKGROUND OF THE INVENTION 
Agglutination, the reaction of bivalent antibodies with 

15 multivalent antigens to produce aggregates that can be 
detected and measured in various ways, has long been used to 
detect and quantify a wide variety of materials present in 
biological fluids. These materials, known generally as 
analytes, include drugs, drug metabolites, serum proteins, 

20 enzymes, and other materials of interest or clinical 
significance. With appropriate variations of the procedure 
either specific antigens or specific antibodies can be 
detected . 

Increased sensitivity can be achieved by the use of 
25 particle reagents. A particle reagent typically consists of a 
latex particle containing an analyte, analyte derivative, or 
analyte analog on its surface. Although the analyte can be 
absorbed onto the surface of the latex particle, desorption 
during storage or use can produce variations in reagent 
30 properties that affect the sensitivity and reproducibility of 
the assay. Desorption problems can be overcome by covalently 
attaching an analyte, analyte derivative, or analyte analog to 
the surface of the particle. However, particle reagents in 
which the analyte, analyte derivative, or analyte analog is 
3 5 covalently attached to the surface of the particle can 
preaggregate during manufacture or not perform well in the 
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intended assay. Preaggregation is an especially severe 
problem for particle reagents in which the covalently attached 
group is derived from a hydrophobic analyte. 

To overcome the problem of preaggregation , functionalized 
5 polymer particles , in which the analyte, analyte derivative, 
or analyte analog is covalently attached to the surface of the 
particle by a hydrophilic linking agent, have been prepared. 
Hydrophilic diamines or polyamines have been used to attach 
groups that are either inherently amine-reactive or can be 

10 made amine-reactive by activation to epoxide-functionalized 
latex particles. Frey and Simons, U.S. Patent 4,581,3 37, for 
example, disclose attachment of a theophylline derivative to 
epoxide-functionalized latex particles with hydrophilic 
diamine or polyamine linking agents. 

15 The stability of the reagent is generally affected by 

several factors, including the amount of negative charge on 
the particle and the relative balance between hydrophilic and 
hydrophobic regions on the particle surface. Inclusion of 
excess hydrophilic diamine or polyamine during preparation of 

20 the functionalized polymer particle produces particles whose 
surface has been modified by reaction with the excess amine. 
Particle reagents containing these particles perform well in 
immunoassays, showing, for example, a rapid and precise 
agglutination rate when combined with an appropriate antibody. 

25 In some cases, however, it is desirable to synthesize 

functionalized polymer particles from hydrophobic analytes 
that lack the amine-reactive functionality required for 
attachment by a hydrophilic diamine or polyamine linking 
agent. Particle reagents prepared with certain drugs or drug 

30 derivatives, particularly hydrophobic ones such as lidocaine, 
quinidine, procainamide, and derivatives of procainamimde such 
as formyl procainamide, tend to aggregate during synthesis in 
the presence of excess hydrophilic diamine or polyamine, 
making them unusable in turbidimetric immunoassays. Thus, a 

35 need exists for stabilized polymer particles suitable for use 
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in immunoassays that are not susceptible to premature 
aggregation. 

SUMMARY OF THE INVENTION 
In one embodiment the invention is a stabilized particle 
reagent comprising functionalized polymer particles that have 
been stabilized against premature aggregation. The 
functionalized polymer particle comprise: 

(A) a polymer particle having an inner core and outer 
shell, wherein: 

(1) said core is a polymer having a refractive 
index of at least 1.54; 

(2) said shell comprises, in polymerized form: 

(a) an ethylenically unsaturated monomer 
having an amine-reactive functional group; 

(b) optionally, one or more other 
ethylenically unsaturated monomers in an 
amount sufficient to produce a water 
insoluble polymer; and 

(c) optionally, up to 10% by weight of a 
cross-linking monomer; 

(B) a conjugate covalently attached to the surface of 
said polymer particle by said amine-reactive 
functional group; and 

(C) at least one molecular surface modifier covalently 
attached to the surface of said polymer particle by 
said amine-reactive functional group, said molecular 
surface modifier having the structure: 

R(OCH 2 CH 2 )nNH2 

wherein R is -H, -CH3 or 
CH2CH3, and n is an integer from 2 to 10, inclusive; 
and 

wherein said functionalized 
polymer particle has a diameter of 30 to 100 nm. 
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The conjugate can be an analyte, analyte derivative, or 
analyte analog, or it can be a linking group covalently 
attached to an analyte, analyte derivative, or analyte analog. 
In a preferred embodiment, the amine-reactive group is an 
5 epoxide. In a preferred embodiment, R is hydrogen and n is an 
integer from 2 to 6, more preferably, an integer from 3 to 5. 
In a preferred embodiment, the conjugate does not contain a 
linking group; the analyte, analyte derivative, or analyte 
analog is bonded directly to the polymer particle. 

10 

DETAILED DESCRIPTION OF THE INVENTION 
This invention relates to a stabilized particle reagent 
for use in turbidimetric immunoassays. The particle reagent 
comprises polymer particles that are stabilized against 
15 premature aggregation by one or more covalently bonded 
molecular surface modifiers. 

Polymer particle refers to the core/shell particle before 
attachment of the conjugate, the molecular surface modifier, 
or any other accessary molecule. Functionalized polymer 

2 0 particles refers to the polymer particles after attachment of 

the conjugate and the molecular surface modifier. Stabilized 
particle reagent refers to a colloidal suspension of 
functionalized polymer particles in a substantially aqueous 
medium. 

25 

Molecular Surface Modifiers 

The molecular surface modifiers are compounds of the 
structure : 

3 0 R(OCH 2 CH 2 )nNH2 

in which R is -H, -CH 3 or -CH 2 CH 3 , and n is an integer 
from 2 to 10, inclusive. 

A preferred R group is hydrogen. n is preferably an 
35 integer from 2 and 6, inclusive, more preferably, an integer 
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from 3 and 5, inclusive. A preferred molecular surface 
modifier is 2-[2-(2-aminoethoxy) ethoxy] ethanol (MA-10). As 
described below, these compounds can be covalently bonded to 
the surface of polymer particles to produce functionalized 
5 polymer particles that are stabilized against premature 
aggregation. 

The molecular surface modifiers can be prepared by 
procedures well-known to those skilled in the art. MA-10, for 
example, can be prepared by reaction of 2- [2- (2-chloroethoxy) - 
10 ethoxy] ethanol with sodium azide in dimethyl formamide to form 
2- [ 2- (2-azidoethoxy) ethoxy] ethanol, which can be converted to 
MA-10 by reduction of the azido group by ammonium formate in 
the presence of a palladium on carbon catalyst. 

15 Preparation of Polymer Particles 

The polymer particle has an inner core and an outer 
shell. The outer shell contains an amine-reactive functional 
group suitable for covalent attachment of both the conjugate 
and the molecular surface modifier. 

20 The light scattering properties of the particle reagent 

depend on several variables, most importantly size of the 
polymer particles, the refractive index of the core of the 
polymer particles, and the wavelength of light used for 
analysis. Thus, the selection of core material, particle 

25 size, and the wavelength of light used for detection of the 
agglutination reaction are important factors in optimizing 
assay sensitivity. Small particles with a high refractive 
index and a short analysis wavelength are preferred for 
maximum sensitivity. 

30 To produce the signal changes required for turbidimetric 

detection of the agglutination reaction, polymer particles 
whose inner core has a n D (refractive index at the sodium D 
line, 569 nm) of not less than 1.54 are preferred. In 
addition, the core polymer must not absorb a significant 

35 amount of light at the wavelength chosen for analysis, 
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typically about 34 0 nm. The preparation of particles that 
satisfy these requirements is described in Craig, U.S. Patent 
4,401,765, and Craig, U.S. Patent 4,480,042, each of which is 
incorporated herein by reference. 
5 The core polymer can be selected from a large group of 

materials with high refractive indices. Core polymers with 
high aromaticity and/ or high atomic weight substituents are 
preferred over aliphatic polymers. A list of polymers with 
refractive indices greater than 1.54 is disclosed in Craig, 

10 U.S. Patent 4,480,042, columns 5 and 6. The core can be a 
homopolymer or a copolymer. Mixtures of monomers may be used 
to produce the core, provided that the resulting copolymer has 
a refractive index greater than 1.54. 

Polymer izable monomers than contain halides, aromatic, 

15 and/ or hetroaromatic groups can be used to produce polymers 
with the desired refractive index. Because emulsion 

polymerization can produce polymer particles of uniform and 
controlled size, polymers than can be prepared by emulsion 
polymerization are preferred. Preferred monomers for core 

20 formation include styrene and 2 -vinyl naphthalene. 

The outer shell of the polymer particle can be prepared 
from a wide range of polymerizable monomers that have 
functional groups capable of reacting with the conjugate and 
the molecular surface modifier. Optionally, the shell can 

25 also contain other monomers, including the monomer or monomers 
used to prepare the core. The shell can be attached to the 
core either by graft polymerization of the shell monomers to 
the residual ethylenically unsaturated groups of the core 
polymer or the shell monomers can be polymerized around the 

30 core to form a contiguous shell. 

The shell is comprised of a monomer that contains an 
amine-reactive functional group, such as epoxy, aldehyde, 
succinimidyl ester, or allylic or benzylic halogen. These 
groups are suitable for covalent attachment of both the 

35 conjugate and the molecular surface modifier. Monomers that 
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contain either an epoxy group or a benzylic chlorine, such as 
glycidyl methacrylate, glycidyl aery late, vinyl glycidyl 
ether, allyl glycidyl ether, and chloromethyl styrene, are 
preferred. Monomers that contain an epoxy group, which can be 
5 conveniently used for covalent attachment of haptens, 
antibodies, proteins, hapten-protein conjugates, and other 
compounds of biological interest, are more preferred. A 
preferred monomer epoxy-containing monomer is glycidyl 
methacrylate. Preparation of polymer particles that contain a 
10 poly (styrene) core and a poly (glycidyl methacrylate) shell is 
disclosed by Craig, U.S. Patent 4,480,042, Examples 1, 2, and 
4. 

Staged emulsion polymerization can produce core/shell 
polymers with the desired refractive index. To obtain a 
15 polymer of the desired refractive index, it is preferred that 
the polymer shell not exceed about 10% by weight of the 
polymer particle, based on the total weight of the core and 
shell, exclusive of materials covalent ly bonded to the 
particle. 

20 A convenient way to control the size of the polymer 

particles is to first prepare a seed emulsion, whose particle 
size can be controlled by the amount of surfactant used. 
After preparation of the seed emulsion, additional monomer and 
surfactant can be added at a controlled rate to increase the 

25 size of the particles in the emulsion. 

It is preferred to carry the conversion of the core 
monomer (s) to substantial completion before the shell monomers 
are added to the polymerization to minimize the amount of core 
monomer (s) incorporated into the shell polymer. This produces 

30 a shell that is a homopolymer or copolymer of known 
composition rather than a polymer of unknown composition. 
Conversions in excess of 98% can be attained by increasing the 
temperature of the core emulsion to about 95°C at the end of 
the polymerization. To further reduce the possibility of 

35 producing a particle whose surface is a copolymer of unknown 
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composition, the shell monomer can be added gradually, rather 
than batchwise, so that any residual core monomer (s) are 
consumed during the early stages of shell polymer formation. 
When the shell monomer contains an epoxy group, the shell may 
5 comprise not more than 10% by weight of the core monomers. 

To crosslink the shell, up to about 10% by weight, based 
on the weight of the shell, of a crosslinking monomer may be 
added to the polymerization. Crosslinking monomers contain 
two or more ethylenically unsaturated, polymerizable groups, 

10 such as ethyleneglycol diacrylate, ethyleneglycol di- 
methacrylate , diethy leneglycol dimethacrylate , diethy lene- 
glycol diacrylate, triethy leneglycol diacrylate, and tri- 
ethyleneglycol dimethacrylate. A preferred crosslinking 
monomer is ethyleneglycol dimethacrylate. 

15 In general, polymer particles with a diameter of 30 to 

100 nm can be used. Because of both increased slope 
sensitivity and faster reaction rate, polymer particles with a 
diameter of less then about 100 nm are preferred. For reasons 
of stability and synthetic convenience, polymer particles with 

20 a diameter of more than about 30 nm are preferred. More 
preferably the polymer particles have a diameter of 50 to 90 
nm, still more preferably 60 to 80 nm. The most preferred 
particles have a diameter of about 75 mn. 

25 Conjugates 

The compound to be reacted with the polymer particle is 
known as the conjugate. It can be either an analyte, analyte 
derivative, or analyte analog; a functionalized derivative of 
an analyte, analyte derivative, or analyte analog, in which 

30 some modification has been made to introduce amine group that 
is reactive with the polymer particle; or an analyte, analyte 
derivative, or analyte analog covalently bonded to a linking 
group. In a preferred embodiment, the conjugate does not 
contain a linking group; the analyte, analyte derivative, or 

35 analyte analog is directly covalently bonded to the polymer 
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particle. Analytes that contain amine functionality, such as 

lidocaine and procainamide, can be directly reacted with the 

polymer particle. 

Conjugates can be derived from a wide variety of 
5 materials of biological interest. Such materials include, for 

example, serum, plasma, salivary, urinary, and milk proteins; 

drugs and drug metabolites; vitamins; hormones; enzymes; 

antibodies; polysaccharides; bacteria; protozoa; fungi; 

viruses; cell and tissue antigens; and other blood cell and 
10 blood fluid substances. Of special interest are various drugs 

and drug metabolites as well as substances for which a 

quantitative determination is required for the assessment of a 

disease state. Useful conjugates include lidocaine; 

procainamide ; N-trif luoroacety 1 procainamide ; quinidine ; 
15 cyclosporin; and amine conjugates of valproic acid, digoxin, 

and digoxigenin. 

Linking Groups 

The analyte, analyte derivative, or analyte analog may be 
20 covalently attached to a linking group that is covalently 
attached to the polymer particle. Frey, U.S. Patent 

4,581,337, incorporated herein by reference, discloses 
polyether polyamine linking agents that are: designed to be 
soluble in aqueous and organic solvents; chemically and 
25 thermal stable; chemically well-defined, so that reproducible 
results can be attained; and covalently attachable to amine- 
reactive groups on both the analyte and the surface of the 
polymer particle. These linking agents have the following 
structure : 

30 

H [ NHC 2 H 3 R ( OC 2 H 3 R) X °C 2 H 3 R ] y NH 2 

in which each R group can independently be -H or -CH 3 and 
can independently be bonded to either of the two carbon atoms; 
35 x is 0-70; and y is 1-20. Preferred linking agents are those 
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in which x is 1-30; more preferred, those in which x is 1-15; 
and most preferred, those in which x is 1 or 2. Preferred 
linking agents are in which y is 1-10; preferred; and most 
preferred those in which y is 1-5, The polyether polyamines 
5 can be used as pure compounds, i.e., essentially all the 
molecules have the same value for x and y, or as mixtures of 
oligomers. 

Polyether polyamine linking agents in which R is -H are 
preferred. Preferred polyether polyamine linking agents 
10 include: l,8-diamino-3, 6-dioxaoctane (DA-10) ; 1, 10-diamino- 
4 , 7-dioxaoctane ; 1 , ll-diamino-3 , 6 , 9-tr ioxaoctane ; and 1 , 13 -di- 
amino-4,7, 10-trioxaoctane. DA-10 is a more preferred linking 
agent. 

These compounds can be prepared by procedures well-known 

15 to those skilled in the art. Frey, U.S. Patent 4,581,3 37, for 
example, discloses preparation of polyether polyamines by 
reaction of the appropriate polyalkylene ether glycol with 
tosyl chloride in the presence of an acid acceptor, such as a 
tertiary amine, to form a tosylate ester, which is converted 

20 to the polyether polyamine by reaction with ammonia. 

Provided that the analyte, analyte derivative, or analyte 
analog is not adversely affected, it can be covalently 
attached to the linking agent in any suitable solvent and, if 
necessary, under vigorous conditions because the polyether 

25 polyamine linking agents are soluble in many organic solvents, 
are oxidatively and thermally stable, and are not readily 
degraded by acidic or basic catalyst. Thus, analyte 
derivatives unsuitable for use in aqueous media, such as acid 
halides, acid anhydrides, allylic halides, a-haloketones, 

30 sulfonyl halides, and sulfonate esters, can be used to prepare 
the analyte-1 inker product (i.e., the conjugate). If 
necessary, before reaction with the linking agent, the 
analyte, analyte analog, or analyte derivative can be 
converted to an amine-reactive succinimidyl ester by reaction 

3 5 with disuccinimidyl carbonate. 
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Preparation of Functionalized Polymer Particles 

The functionalized polymer particles can be prepared from 
the polymer particles by several different methods. The 
5 reaction between the conjugate and the polymer particle can be 
carried out either before, during, or after reaction of the 
polymer particle with the molecular surface modifier. These 
reactions can be carried out in aqueous media by procedures 
well known in the art. However, coupling can be carried out 

10 at more alkaline pH values than with analyte-protein 
conjugates. The preferred method is attach both the molecular 
surface modifier and the conjugate at the same time. 

The surface coverage of the polymer particle and the 
ratio of conjugate to molecular surface modifier can be 

15 controlled by varying the stoichiometry , reaction time, and 
the concentration of (1) the conjugate, (2) the molecular 
surface modifier, and (3) the polymer particles. Although 
more complete coverage typically increase agglutination rates, 
lesser coverage can increase the sensitivity of the assay. 
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The starting polymer latex should be about 3-25% by 
weight polymer particles, preferably 6-20% by weight polymer 
particles, more preferably 8-15% by weight polymer particles, 

. 13 15 

The number of particles should be about 1x10 to 1x10 

14 

5 particles/mL of polymer latex, more preferably about 1x10 
particles/mL of polymer latex. The concentration of conjugate 
should be about 50 to 50,000 molecules/particle, preferably 
8,000 to 25 , 000 molecules/particle, more preferably 10,000 to 
15,000 molecules/particle. Typically, the molar ratio of 

10 molecular surface modifier to conjugate should be in the range 
of about 10 to about 0.1; preferably about 5 to about 0.5; 
more preferably about 2. The amount of ionic surfactant in 
the reaction should be about 0.1% to 5%, preferably 0.5% to 
2.0%. The temperature of the reaction should be about 60°C to 

15 90°C, preferably about 65°C to 80°C, more preferably about 69°C 
to 72°C. The pH of the reaction should be about 7.5 to 11.0, 
preferably 8.5 to 10.0, more preferably 9.0 to 9.5. 

Stabilized Particle Reagent 

20 The functionalized polymer particles can be suspended in 

a substantially aqueous medium, which can contain buffer, 
serum components and surfactants, to produce an immunological- 
ly active, stabilized particle reagent for use in a light 
scattering immunoassay. The stabilized particle reagent 

25 typically comprises from about 1 percent by weight to about 10 
percent by weight functionalized polymer particles. The 
agglutination reaction can sometimes be accelerated by 
materials such as poly (ethylene glycol) . In some cases, it 
may also be desirable to add a reducing agent, such as 

30 dithioerythritol, to reduce serum interferences. Sacrificial 
substances, such as serum albumin, may be added to coat active 
surfaces or be a substrate for oxidative or reductive chemical 
processes, frequently of unknown origin. 

The particle reagent can be characterized by its 

35 A340/A600 ratio (ratio of the absorbance of the polymer latex 
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at 340 nra to the absorbance of the latex at 600 nm) , which is 
dependent on particle size. This ratio, which has a range of 
10-13 for particles of 75 nm, indicates the amount of particle 
agglomeration. Larger particles have a lower limit that is 
5 less than 10. 

A polymer latex with a ratio of less than 10 is 
unsatisfactory for use in a particle-enhanced turbidimetric- 
inhibition immunoassay. Preferably the reaction to covalently 
attach the analyte to the surface of the particle should not 
10 change this ratio, indicating that dimer formation has not 
taken place during attachment. 

Assay 

The particle reagent is used in a particle-enhanced 

15 turbidimetric-inhibition immunoassay (PETINIA) . Addition of 
an antibody specific for the analyte attached to the particle 
causes the particles to aggregate. As the aggregates become 
large enough to scatter light, the suspension becomes turbid 
and the apparent optical density of the suspension increases. 

20 In a typical analysis the concentration of particles is 
adjusted so that the apparent optical density increases from 
about 1.0 to about 2.0 during the analysis. The stabilized 
particle reagent is typically diluted 25-100 fold to prepare 
the reagent used in the assay. 

25 When a sample containing analyte and antibody is added to 

the particle reagent, the unbound analyte in the sample 
competes for the antibody with the particle-bound analyte. 
Both the rate and extent of aggregation are inhibited, 
providing a basis for quantifying the amount of analyte in the 

30 sample. 

The wavelength that provides maximum sensitivity 
increases as the size of the particles increases. Because of 
light absorption by proteins and other components of 
biological fluids, the analysis should be carried out at a 
35 wavelength greater than about 320 nm. A convenient wavelength 
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for analysis of particles that have a diameter of about 75 nm 
is 340 nm. Use of a longer wavelength to analyze particles 
in this size range reduces the sensitivity of the analysis. 

Several different methods of measuring light scatter ing, 
5 such as nephelometry , particle counting, quasi-elastic light 
scattering, autocorrelation spectroscopy, and measurements of 
the dissymetry or polarization can be used. A preferred 
method is to measure the turbidity of the particle reagent 
because no special equipment, other than a spectrophotometer, 
10 which is generally available in clinical laboratories, is 
required. As aggregates form, the analyzing light is 
scattered and the apparent optical density of the reagent 
increases. The assay can be performed manually or it can be 
adapted to a variety of automated or semi-automated 

15 instruments, such as the aca® clinical analyzer and the 

Dimension® clinical analyzer (Dade International Inc. , Newark, 
DE) . 

The inhibition immunoassay requires, in addition to the 
particle reagent, a bi- or multifunctional agglutinating agent 

20 to cause agglutination of the particle reagent. The 
agglutinating agent can be an antibody to the analyte, or a 
functionalized polymer particle in which the antibody is 
covalently attached to the particle. The agglutinating agent 
can also be an antibody to the analyte, covalently bonded to 

25 the linking agent. 

Several different assay methods can be used for the 
measurement of analytes. In one method, the functionalized 
polymer particles contain the analyte, or a suitable 
derivative or analog of the analyte. Inhibition of 

30 agglutination by the free analyte is determined. In another 
method, both antibody containing and analyte containing 
particle reagents are present. Analyte inhibition is carried 
out in a competitive or sequential mode. 
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INDUSTRIAL APPLICABILITY 

The functionalized polymer particles, the stabilized 
particle reagent, and the light scattering immunoassay of this 
invention can be used in the measurement of a variety of 
5 materials of biological interest. These include a wide 
variety of substances in biological fluids, cell and tissue 
extracts for which an immunological counter reactant can be 
produced, especially various drugs and drug metabolites as 
well as substances for which a quantitative determination is 
10 required for the assessment of a disease state. 

The advantageous properties of this invention can be 
observed by reference to the following examples which 
illustrate, but do not limit, the invention. 
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DA- 10 

Gafac® RE-610 
sufactant 

Lidocaine 

MA-10 

Procainamide 
TFA PROC 



EXAMPLES 
Glossary 

2- [2- (2-Aminoethoxy) ethoxy] ethyl amine; 1,8- 

diamino-3 , 6-dioxaoctane [H 2 N(CH 2 CH 2 0) 2CH2CH2NH2 ] 

Anionic surfactant (GAF Corp. ; now 

available from Rhone Poulenc, Collegeville, PA, 

as Rhodafac® RE-610 sufactant) 

2- (Diethylamino) -N- (2 , 6-dimethylphenyl) - 

acetamide 

2- [ 2- (2-Aminoethoxy) ethoxy ] ethanol ; 

[H 2 N(CH2CH 2 0)3H] 

N- (2-diethylamino) benzamide 

N-Trif luoroacetyl procainamide; p-trif luoro- 
acetamido-N- (2-diethylamino) benzamide 



30 Example 1 

This example compares the difference in stability between 
particles that contain DA-10 and MA-10. 
Polymer Latex 

The polymer latex was an aqueous dispersion of polymer 
35 particles that consist of a core of poly (styrene) and a shell 
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prepared from 95% by volume glycidyl methacrylate and 5% by 
volume ethylene glycol dimethacrylate, prepared as described 
in Craig, U.S. Patent 4,480,042. The polymer latex contained 
10.04% by weight solids. The A340/A600 ratio of the polymer 
5 latex was 12.70. The particles had an average diameter of 
75.6 nm. Particle diameter was measured by quasi-electric 
light scattering on a Leeds and Northrup analyzer. 

Stock Solutions 

10 The following stock solutions were prepared. 

Solution 1. Reaction Coupling Buffer . An aqueous 
solution that was 100 mmolar in sodium bicarbonate was 
prepared by diluting sodium bicarbonate with water. The 
coupling buffer is added to the reaction to keep the pH at 

15 about 9.3 so that the amines on the conjugate are not 
completely protonated and some are free to react with the 
epoxide groups on the shell of the latex particles. 

Solution 2. Conjugate Solution . TFA-PROC (51.9 mg) 
dissolved in 3 mL of dimethyl sulfoxide. 

20 Solution 3. Molecular Surface Modifier Solution . MA-10 

(37.2 mg) dissolved in 2.500 mL of water. 

Solution 4. DA-10 Solution . DA-10 (37.4 mg) dissolved 
in 2.500 mL of water. 

Solution 5. Surfactant Solution . Essentially neutral 

25 10% (weight/volume) Gafac® RE-610 . surfactant was prepared by 
diluting the surfactant in a beaker with distilled water and 
adding concentrated sodium hydroxide until the pH was just 
above 7.0. 
Coupling Reaction 

3 0 A series of reagents was prepared. The solutions 

indicated in Table 1 were added to a series of centrifuge 
tubes, each of which contained 2.000 mL of particle latex and 
1.500 mL of coupling buffer. 
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TABLE 1 

Solution Added (mL) a 



20 



1 2 


3 


4 


Water 


Final 




Sample 








Volume 


(mL) 


A 0,314 


0.294 


0 


0.340 


2.000 


6.448 


B 0.314 


0.147 


0 


0.340 


2.000 


6.301 


C 0.251 


0.294 


0 


0.340 


2.000 


6.385 


D 0.251 


0.147 


0 


0.340 


2.000 


6.238 


E 0.189 


0.147 


0 


0.340 


2.000 


6.176 


F 0.314 


0 


0.294 


0.310 


2.000 


6. 661 


G 0.314 


0 


0.147 


0.310 


2.000 


6.514 


H 0.251 


0 


0.294 


0.310 


2.000 


6.598 


J 0.251 


0 


0.147 


0.310 


2.000 


6.451 


K 0.189 


0 


0.147 


0.310 


2.000 


6.389 



a Each sample container initially contained 2.000 mL of 
particle latex and 1.500 mL of coupling buffer. 

After the solutions were added, the ingredients were mixed 
25 by brief vortexing. Each container was sealed and heated for 

18 hr at 70°C. 
Evaluation 

The absorbance of each sample was measured at 340 nm and 
600 nm. Table 2 indicates the number of conjugate molecules 
30 per particle, the number of molecules of MA-10 or DA-10 per 
particle, and the A340/A600 ratio for each sample. 
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TABLE 2 



Sample TFA-PROC a MA-10 b DA-10° A340 d A600 6 A340/A600 



5 



A 


10,000 


20, 


020 




0 2. 


780 


0. 


223 


12. 


5 


B 


10,000 


10, 


010 




0 2. 


780 


0. 


251 


11. 


1 


C 


8,000 


20, 


020 




0 2. 


482 


0. 


211 


11. 


8 


D 


8,000 


10, 


010 




0 2. 


560 


0. 


216 


11. 


9 


E 


6,024 


10, 


010 




0 2. 


840 


0. 


225 


12. 


6 


F 


10,000 




0 


20, 


000 


2.240 


0. 


199 


11. 


3 


G 


10,000 




0 


10, 


000 


2.251 


0. 


223 


10. 


1 


H 


8,000 




0 


20, 


000 


2.540 


0. 


223 


11. 


4 


J 


8,000 




0 


10, 


000 


2.470 


0. 


211 


11. 


7 


K 


6,024 




0 


10, 


000 


2.520 


0. 


212 


11. 


9 



^Molecules of TFA-PROC/ polymer particle. 

Molecules of MA-10 /polymer particle. 
20 ^Molecules of DA-10/polymer particle. 

Absorbance at 340 nm. 
e Absorbance at 600 nm. 

In each case the sample in which MA-10 was used had a 
25 higher A340/A600 than the corresponding sample in which DA-10 
was used. 



Example 2 

This example illustrates the increase on stability achieved 
30 with an increasing concentration of molecular surface modifier 
at constant conjugate concentration. 

The polymer latex contained polymer particles that consist 
of a poly (styrene) core overcoated with crosslinked 
poly (glycidyl methacrylate) , prepared as described in Craig, 
35 U.S. Patent 4,480,042. The polymer latex contained 10.04% by 
weight solids. The particles had an average diameter of 75.6 
nm. The A340/A600 ratio was 12.70. 

The functionalized polymer particles were prepared by the 
same general procedure as Example 1. The conjugate solution 
40 was made by dissolving 611.1 mg of lidocaine hydrochloride in 
30 mL of water. The molecular surface modifier solution was 
prepared by dissolving 74.4 mg of MA-10 in 5.00 mL of water 
(11.88 mg/mL) . No DA-10 solution was used in this Example. 
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A series of stabilized particle reagents was prepared by 
adding 2.00 mL of the polymer latex, 4.00 mL of coupling 
buffer, 0.200 mL of conjugate solution, 0.350 mL of surfactant 
solution, and the reagents indicated in Table 3 to a series of 
5 centrifuge tubes. 



TABLE 3 



Sample MA-10 a (mL) 



Water (mL) 



Final Volume (mL) 



10 



25 



20 



15 



A 
B 
C 
D 
E 
F 
G 
H 
J 
K 
L 
M 
N 
P 

Q 
R 



0.400 
0.340 
0.289 
0.246 
0.209 
0.177 
0.151 
0.128 
0.109 
0.093 
0.079 
0.067 
0.057 
0.048 
0.041 
0.035 



0.000 
0,060 
0.111 
0.154 
0.191 
0.223 
0.249 
0.272 
0.291 
0.307 
0.321 
0.333 
0.343 
0. 352 
0.359 
0.365 



6.95 
6.95 
6.95 
6.95 
6.95 
6.95 
6.95 
6.95 
6.95 
6.95 
6.95 
6.95 
6.95 
6.95 
6.95 
6.95 



a 11.88 mg of MA-10/mL. 



30 



After the solutions were added, the ingredients were mixed 
by brief vortexing. Each container was sealed and heated for 
18 hr at 70°C. 
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The absorbance of each sample was measured at 340 nm and 600 
nm. Table 4 indicates the number of conjugate molecules per 
particle , the number of molecules of molecular surface 
modifier per particle, and the A340/A600 ratio for each 
5 sample. 

TABLE 4 

Sample LIDO a MA-10 b A340 c A600 d A340/A600 C/M e 



10 



A 


10,000 


27,238 


1. 


246 


0. 


108 


11.54 


0. 


37 


B 


10,000 


23,152 


1. 


223 


0. 


106 


11.54 


0. 


43 


C 


10,000 


19,680 


1. 


205 


0. 


107 


11.26 


0. 


51 


D 


10,000 


16,728 


1. 


200 


0. 


108 


11.11 


0. 


60 


E 


10,000 


14,219 


1. 


244 


0. 


109 


11.41 


0. 


70 


F 


10,000 


12,086 


1. 


204 


0. 


106 


11.36 


0. 


83 


G 


10,000 


10,273 


1. 


200 


0. 


107 


11.21 


0. 


97 


H 


10,000 


8,732 


1. 


270 


0. 


112 


11.34 


1. 


15 


J 


10,000 


7,422 


1. 


250 


0. 


110 


11.36 


1. 


35 


K 


10,000 


6,309 


1. 


240 


0. 


111 


11.17 


1. 


59 


L 


10,000 


5,363 


1. 


243 


0. 


111 


11.20 


1. 


86 


M 


10, 000 


4,558 


1. 


242 


0. 


123 


10. 10 


2. 


19 


N 


10,000 


3,874 


1. 


260 


0. 


124 


10. 16 


2. 


58 


P 


10,000 


3,293 


1. 


311 


0. 


130 


10.08 


3. 


03 


Q 


10,000 


2,799 


1. 


333 


0. 


131 


10.18 


3. 


57 


R 


10, 000 


2,379 


1. 


260 


0. 


125 


10.08 


4. 


20 



fMolecules of lidocaine hydrochloride/polymer particle. 
Molecules of MA-10/polymer particle. 
3 0 ^Absorbance at 340 nm. 
Absorbance at 600 nm. 

e Rato of conjugate to molecular surface modifier. 



For samples that contain 10,0-00 conjugate molecules per 

3 5 functionalized polymer particle, the A34 0/A600 ratio increase 

when the number of particles of MA-10 per particle increases. 
The ratio increases significantly when the ratio of conjugate 
to molecular surface modifier is less than 2. 
Example 3 

4 0 This example illustrates the increase on stability achieved 

with a constant concentration of molecular surface modifier 
and an increasing concentration of conjugate. 

The general procedure of Example 2 was repeated except that 
the conjugate solution was prepared by dissolving 180 mg of 
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procainamide hydrochloride in 15 mL of water and the molecular 
surface modifier solution was prepared by adding 38 mg of MA- 
10 to 2.5 mL of water. 

A series of stabilized particle reagents was prepared by 
5 adding 2.00 mL of the polymer latex, 2.50 mL of coupling 
buffer, 0.102 mL of molecular surface modifier solution, 0.320 
mL of surfactant solution, and the reagents indicated in Table 
5 to a series of centrifuge tubes. The concentration of 
conjugate was purposely kept very high and ranged from 7,0 mM 
10 to 1.44 mM. A conjugate concentration of 7.0 mM, or higher, 
would normally agglomerate the particles in the absence of a 
molecular surface modifier. 



TABLE 5 

15 



Sample Conjugate (mL) 


Water (mL) 


Final Volume 


A 1.023 


0.375 


6.32 


B 0.921 


0.477 


6.32 


C 0.829 


0.569 


6.32 


D 0.746 


0.652 


6.32 


E 0.671 


0.727 


6.32 


F 0.604 


0.794 


6.32 


G 0.544 


0.854 


6.32 


H 0.489 


0.909 


6.32 


J 0.440 


0.958 


6.32 


K 0.396 


1.002 


6.32 


L 0.357 


1.041 


6.32 


M 0.321 


1.077 


6.32 


N 0.289 


1.109 


6.32 


P 0.260 


1.138 


6.32 


Q 0.234 


1.164 


6.32 


R 0.211 


1.187 


6.32 



3 5 a 180 mg of procainamide hydrochloride in 15 mL of water. 



After the solutions were added, the ingredients were mixed 
by brief vortexing. Each container was sealed and heated for 
18 hr at 70°C. 
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The absorbance of each sample was measured at 340 nm and 600 
nm. Table 6 indicates the number of conjugate molecules per 
functionalized polymer particle, the number of molecules of 
molecular surface modifier per particle, the A340/A600 ratio 
5 for each sample, and the ratio of conjugate to molecular 
surface modifier for each sample. 

TABLE 6 

10 Sample PROC a MA-10 b A340 c A600 d A340/A600 C/M e 



A 


30,837 


7,195 


1. 


937 


0. 


298 


6.50 


4 


.29 


B 


27,754 


7,195 


1. 


586 


0. 


206 


7.70 


3 


.86 


C 


24,978 


7,195 


1. 


210 


0. 


139 


8.70 


3 


.47 


D 


22,480 


7,195 


1. 


100 


0. 


144 


9.65 


3 


.12 


E 


20,232 


7,195 


1. 


715 


0. 


162 


10.59 


2 


.81 


F 


18,209 


7,195 


1. 


686 


0. 


151 


11. 17 


2 


.53 


G 


16,388 


7,195 


1. 


740 


0. 


152 


11.45 


2 


.28 


H 


14,749 


7,195 


1. 


584 


0. 


140 


11.31 


2 


.05 


J 


13,274 


7,195 


1. 


540 


0. 


132 


11.68 


1 


.84 


K 


11,947 


7.195 


1. 


570 


0. 


135 


11.63 


1 


.66 


L 


10,752 


7,195 


1. 


562 


0. 


136 


11.48 


1 


.49 


M 


9,677 


7,195 


1. 


540 


0. 


133 


11.58 


1 


.34 


N 


8,709 


7,195 


1. 


510 


0. 


132 


11.44 


1 


.21 


P 


7,838 


7,195 


1. 


571 


0. 


137 


11.47 


1 


.09 


Q 


7,055 


7,195 


1. 


552 


0. 


136 


11.41 


0 


.98 


R 


6,349 


7,195 


1. 


580 


0. 


140 


11.29 


0 


.88 



lecules of procainamide hydrochloride/polymer particle. 
30 Molecules of MA-10/polymer particle. 
^Absorbance at 340 nm. 
Absorbance at 600 nm. 

e Rato of conjugate to molecular surface modifier. 



35 Having described the invention, we now claim the 

following and their equivalents. 
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CLAIMS 

What is claimed is: 

1. A particle for use in a light scattering immunoassay, 
said particle having an inner core and outer shell and 

5 comprising: 

a conjugate attached to the outer surface; and, 
at least one "MSM" attached to the outer surface and 
having the structure: 

R(OCH 2 CH 2 ) n NH 2 

10 wherein R is -H, -CH3 or -CH2CH3 and n is an integer between 

2 and 10, inclusive, whereby an electrostatically neutral 
environment unable to immobilize drug analogs is provided, 

2. The polymer particle of claim 1 in which the amine- 
reactive group is an epoxide. 

15 3 . The polymer particle of claim 2 in which n is an 

integer between 2 and 6, inclusive. 

4. The polymer particle of claim 3 in which R is 
hydrogen . 

5. The polymer particle of claim 4 in which n is an 
20 integer between 3 and 5, inclusive. 

6. The polymer particle of claim 5 in which said 
functionalized polymer particle has a diameter of 60 to 80 nm. 

7. The particle of claim 5 in which the conjugate is 
selected from the group consisting of lidocaine, procainamide, 

25 N-trif luoroacetal procainamide, quinidine, cyclosporin, and an 
amine conjugate selected from the group consisting of valproic 
acid, digoxin and digoxigenin. 

8. The polymer particle of claim 1 in which said 
conjugate is an analyte, analyte derivative, or analyte analog 

30 directly covalently bonded to said polymer particle. 

9. The polymer particle of claim 8 in which the amine- 
reactive group is an epoxide. 

10. The polymer particle of claim 9 in which n is an 
integer between 2 and 6, inclusive. 
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11. The polymer particle of claim 10 in which R is 
hydrogen . 

12. The polymer particle of claim 11 in which n is an 
integer between 3 and 5, inclusive. 

5 13 . A stabilized particle reagent suitable for use in a 

light scattering immunoassay, said reagent comprising polymer 
particles suspended in a substantially aqueous medium, said 
particle having an inner core and outer shell and comprising: 
a conjugate attached to the outer surface; and 
10 at least one "MSM" attached to the outer surface and having 

the structure: 

R(OCH 2 CH 2 )nNH2 

wherein R is -H, -CH3 or -CH 2 CH 3 and n is an integer between 
2 and 10, inclusive, whereby an electrostatically neutral 
15 environment unable to immobilize drug analogs is provided. 

14. The stabilized particle reagent of claim 13 in which 
the amine-reactive group is an epoxide. 

15. The stabilized particle reagent of claim 14 in which n 
is an integer between 2 and 6, inclusive. 

20 16. The stabilized particle reagent of claim 15 in which R 

is hydrogen. 

17. The stabilized particle reagent of claim 16 in which n 
is an integer between 3 and 5, inclusive. 

18. The stabilized particle reagent of claim 13 in which 
25 said conjugate is an analyte, analyte derivative, or analyte 

analog directly covalently bonded to said polymer particle. 

19. The stabilized particle reagent of claim 18 in which 
the amine-reactive group is an epoxide. 

20. The stabilized particle reagent of claim 19 in which n 
30 is an integer between 2 and 6, inclusive. 

21. The stabilized particle reagent of claim 20 in which R 
is hydrogen. 

22. The stabilized particle reagent of claim 21 in which n 
is an integer between 3 and 5, inclusive. 
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23. The stabilized particle reagent of claim 22 in which 
the conjugate is selected from the group consisting of 
lidocaine , procainamide , N-tr if luoracetal procainamide , 
quinidine, cyclosporine, and an amine conjugate selected from 

5 the group consisting of valproic acid, digoxin and 
digoxigenin. 

24. The stabilized particle reagent of claim 13 in which 
said functionalized polymer particles comprise 1 to 10 percent 
by weight of said stabilized particle reagent. 

10 25. The stabilized particle reagent of claim 24 in which 

the amine-reactive group is an epoxide, R is hydrogen, and n 
is an integer between 3 and 5, inclusive. 

26. The stabilized particle reagent of claim 25 in which 
said functionalized polymer particles have a diameter of 60 to 

15 80 nm. 

27. The stabilized particle reagent of claim 26 in which 
the conjugate is selected from the group consisting of 
lidocaine, procainamide, N-trif luoroacetal procainamide, 
quinidine, clyclosporin, and an amine conjugate selected from 

20 the group consisting of valproic acid, digoxin, or 
digoxigenin. 

28. The particle of claim 1 wherein the inner core is a 
polymer having a refractive index of at least 1.54. 

29. The particle of claim 1 wherein the outer shell 
25 comprises, in polymerized form, an ethylenically unsaturated 

monomer having an amine-reactive group. 

30. The particle of claim 29 wherein the outer shell 
further comprises one or more ethylenically unsaturated 
monomers in an amount sufficient to produce a water insoluble 

30 polymer. 

31. The particle of claim 29 wherein the outer shell 
further comprises up. to 10% by weight of cross-linking 
monomer . 

32. The particle reagent of claim 13 wherein the inner 
35 core is a polymer having a refractive index of at least 1.54. 
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33. The particle reagent of claim 13 wherein the outer 
shell comprises, in polymerized form, an ethylenically 
unsaturated monomer having an amine-reactive group. 

34. The particle reagent of claim 33 wherein the outer 
5 shell further comprises one or more ethylenically unsaturated 

monomers in an amount sufficient to produce a water insoluble 
polymer. 

35. The particle reagent of claim 33 wherein the outer 
shell further comprises up to 10% by weight of a cross-linking 

10 monomer. 



WORLD INTELLECTUAL PROPERTY ORGANIZATION 
International Bureau 




PCT 

INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(51) International Patent Classification 6 

G01N 33/543 



A3 



(11) International Publication Number: WO 98/36277 

(43) International Publication Date: 20 August 1998 (20.08.98) 



(21) International Application Number: PCT/US98/01 1 29 

(22) International Filing Date: 22 January 1998 (22.01 .98) 



(30) Priority Data: 

08/801,878 



18 February 1997 (18.02.97) US 



(71) Applicant: DADE BEHRING INC. [US/US]; 1717 Deerfield 

Road, Deerfield, IL 60015 (US). 

(72) Inventor: STOUT, Richard, Wayne; 1308 Grinnell Road, 

Wilmington, DE 19803 (US). 

(74) Agents: RUSZALA, Lois, K. et al.; Dade Behring Inc., 1717 
Deerfield Road, Deerfield, IL 60015 (US). 



(81) Designated States: CN, JP, European patent (AT, BE, CH, DE, 
DK, ES, FI, FR, GB, GR, IE, IT, LU, MC, NL, PT, SE). 



Published 

With international search report. 

(88) Date of publication of the international search report: 

5 November 1998 (05.11.98) 



(54) Title: STABILIZATION OF PARTICLE REAGENTS 
(57) Abstract 

Stabilized particle reagents suitable for use in turbidimetric immunoassays are disclosed. The stabilized particle reagents contain 
functionalized polymer particles in which the surface of the particle has been modified with a molecular surface modifier having the 
structure: R(OCH2CH2)nNH2 in which: R is -H, -CH 3 or -CH 2 CH 3 , and n is an integer between 2 and 10, inclusive. The stabilized 
particle reagents are resistant to premature or spontaneous aggregation during preparation or storage. 



FOR THE PURPOSES OF INFORMATION ONLY 
Codes used to identify States party to the PCT on the front pages of pamphlets publishing international applications under the PCT. 



AL 


Albania 


ES 


Spain 


LS 


Lesotho 


SI 


Slovenia 


AM 


Armenia 


FI 


Finland 


LT 


Lithuania 


SK 


Slovakia 


AT 


Austria 


FR 


France 


LU 


Luxembourg 


SN 


Senegal 


AU 


Australia 


GA 


Gabon 


LV 


Latvia 


sz 


Swaziland 


AZ 


Azerbaijan 


GB 


United Kingdom 


MC 


Monaco 


TD 


Chad 


BA 


Bosnia and Herzegovina 


GE 


Georgia 


MD 


Republic of Moldova 


TG 


Togo 


BB 


Barbados 


GH 


Ghana 


MG 


Madagascar 


TJ 


Tajikistan 


BE 


Belgium 


GN 


Guinea 


MK 


The former Yugoslav 


TM 


Turkmenistan 


BF 


Burkina Paso 


GR 


Greece 




Republic of Macedonia 


TR 


Turkey 


BG 


Bulgaria 


IIU 


Hungary 


ML 


Mali 


TT 


Trinidad and Tobago 


BJ 


Benin 


IE 


Ireland 


MN 


Mongolia 


UA 


Ukraine 


BR 


Brazil 


IL 


Israel 


MR 


Mauritania 


UG 


Uganda 


BY 


Belarus 


IS 


Iceland 


MW 


Malawi 


US 


United States of America 


CA 


Canada 


IT 


Italy 


MX 


Mexico 


uz 


Uzbekistan 


CF 


Central African Republic 


JP 


Japan 


NE 


Niger 


VN 


Viet Nam 


CG 


Congo 


KE 


Kenya 


NL 


Netherlands 


YU 


Yugoslavia 


CH 


Switzerland 


KG 


Kyrgyzstan 


NO 


Norway 


ZVY 


Zimbabwe 


CI 


Cote d'lvoire 


KP 


Democratic People's 


NZ 


New Zealand 






CM 


Cameroon 




Republic of Korea 


PL 


Poland 






CN 


China 


KR 


Republic of Korea 


PT 


Portugal 






cu 


Cuba 


KZ 


Kazakstan 


RO 


Romania 






cz 


Czech Republic 


LC 


Saint Lucia 


RU 


Russian Federation 






DE 


Germany 


LI 


Liechtenstein 


SD 


Sudan 






DK 


Denmark 


LK 


Sri Lanka 


SE 


Sweden 






EE 


Estonia 


LR 


Liberia 


SG 


Singapore 







INTERNATIONAL SEARCH REPORT 



lr> latlonal Application No 

PCT/US 98/01129 



A. CLASSIFICATION OF SUBJECT MATTER 

IPC 6 G01N33/543 



According to International Patent Classification (IPC) or to both national classification and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 

IPC 6 601N 



Documentation searched other than minimumdocumentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practical, search terms used) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category 0 Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



US 5 336 621 A (K.J. PRIMES ET AL) 9 
August 1994 

see the whole document 

US 4 480 042 A (A.R. CRAIG ET AL) 30 
October 1984 

cited in the application 
see the whole document 

EP 0 134 660 A (DU PONT) 20 March 1985 
see the whole document 

EP 0 727 663 A (BEHRINGWERKE AG) 21 August 
1996 

see the whole document 



1,13 
1,13 

1,13 
1,13 



□ 



Further documents are listed In the continuation of box C. 



Patent family members are listed in annex. 



* Special categories of cited documents : 

"A" document defining the general state of the art which Is not 

considered to be of particular relevance 
"E" earlier document but published on or after the international 

filing date 

■V document which may throw doubts on priority ciaim(s) or 
which is cited to establish the publication date of another 
citation or other special reason (as specified) 

"O" document referring to an oral disclosure, use, exhibition or 
other means 

"P" document published prior to the international filing date but 
iater than the priority date claimed 



"T" later document published after the international filing date 
or priority date and not in conflict with the application but 
' cited to understand the principle or theory underlying the 
invention 

"X" document of particular relevance: the claimed invention 
cannot be considered novel or cannot be considered to 
involve an inventive step when the document is taken atone 

"Y" document of particular relevance; the claimed invention 
cannot be considered to involve an inventive step when the 
document is combined with one or more other such docu- 
ments, such combination being obvious to a person skilled 
In the art. 

"&" document member of the same patent family 



Date of the actual completion of thelnternational search 



7 August 1998 



Date of mailing of the international search report 



14/08/1998 



Name and mailing address of the ISA 

European Patent Office. P.B. 5816 Patentlaan 2 
NL - 2260 HV Riiswijk 
Tel. (+31-70) 340-2040. Tx. 31 651 epo nl, 
Fax: (+31-70) 340-3016 



Authorized officer 



Fletcher, A 



Form PCT/1SA/210 (second sheet) (July 1 992) 



INTERNATIONAL SEARCH REPORT 

Information on patent family members 



In Clonal Application No 

PCT/US 98/01129 



Patent document 
cited in search report 


Publication 

date 


Patent family 
member(8) 


Puhlinatinn 

date 


US 5336621 A 


09-08-1994 


US 


4760142 A 


26-07-1988 






AU 


600432 B 


16-08-1990 






AU 


4759085 A 


05-06-1986 






CA 


1272193 A 


31-07-1990 






OE 


3586314 A 


13-08-1992 






EP 


0183901 A 


11-06-1986 






JP 


1956136 C 


28-07-1995 






JP 


6051670 B 


06-07-1994 






JP 


61130263 A 


18-06-1986 



US 4480042 A 30-10-1984 US 4401765 A 30-08-1983 

CA 1184489 A 26-03-1985 
EP 0073611 A 09-03-1983 



EP 


0134660 


A 


20-03- 


■1985 


US 


4581337 A 


08-04-1986 












CA 


1239344 A 


19-07-1988 












DE 


3472302 A 


28-07-1988 












OK 


334984 A 


08-01-1985 












JP 


1633434 C 


20-01-1992 












JP 


2060269 B 


14-12-1990 












JP 


60038655 A 


28-02-1985 


EP 


0727663 


A 


21-08- 


•1996 


DE 


19505204 A 


22-08-1996 












AU 


4449796 A 


22-08-1996 












CA 


2169599 A 


17-08-1996 












JP 


8248032 A 


27-09-1996 



Forni PCT/1SA/2tO (patent family annex) (July 1 892) 



